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The incidence of Bruccellosis in human beings has been a medical 
and epidemiological problem in Malj!ta ever since it was recognised 
as a separate entity towards the mIddle of the last century. Even 
to-day the incidence of Brucellosis due to infection with Brucella 
melitensis is proportionately one of the largest in the world; in 
1961, 127 cases had been reported. The higest incidence occurred 
in 1946 when 2410 cases were reported, since when it has fallen 
sharply and almost continuously down to 1958 when only 117 cases 
were notified, (notification is compulsory by law); in 1955 there 
had been 522, in 1956 432 and, in 1957, 275 cases. The estimated 
population of the Maltese Islands in 1957 was 319,446. The disease 
is almost always contacted by the ingestion of untreated milk, the 
goat being still perhaps the most important source of supply. As .is 
kncwn, this animal is naturally very susceptible to infection with 
Brucella melitensis. A good part of the' milk supply is now being 
derived from cows. but the incidence of Brucellosis' of which ever 
species is small in' this, animal and almost all milk deriving from 
cows is pasteurized before it is delivered for consumption. Expe-
rience has shown pasteurization to be a perfect safeguard. 
Brucellosis in Malta has always presented a therapeutic problem 
which had not been solved until the advent of antibiotics. It is 
therefore interesting to study the activity of various new antibiotics 
on Brucella melitensis. Brucella melitensis is known to be capable 
of changing some of its characteristics, including its ability to 
cause infection, on continued cultivation in vitro, so it was thought 
useful to observe the activity of Demethylchlortetracyline on re-
cently isolated strains of it. 
For the isolation of Brucella from the blood and other body 
fluids, the method using a combined solid and liquid medium de-
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vised by R. M. Castaneda has been in use for several yars. Tryptose 
« Difco » broth and Tryptose « Difco » agar are used, varying 
amounts of blood up to 10 m!. being seeded in about 40 ml. of 
broth. Cultures are observed at least up to a fortnight after inocula-
tion and the characteristics of bacteria isolated are studied, including 
their agglutinatin by specific sera. In this investigation 20 strains 
were studied; of these 15 were isolated from the joint fluid in cases 
of arthritic manifestations, one from the bone-marrow (2536/59), 
and one (123/9) had been isolated from the milk of a cow in 1956 
and was on its ninth passage having been up till then maintened on 
Albimi Agar. 
Brucella is characteristeristically a slow grower ancL !growth is 
generally not perceptible in 24 hours though apparent in 48 hours. 
The method of inoculation adopted was to add 0.11 ml. of a 48 
hour tryptose broth culture to 100 ml of tryptose broth of a 10/9 
cencentration. 4.5 ml. volumes of this broth were distributed in 
tubes and 0.5 ml of the solution of the drug at different concentra-
tions in distilled water was added. Growth was tested for in the 
presence of demethylchlortetracycline at final concentations ran-
ging from 10 mcg/ml to. 0195 mcg/ml. This growth was compared 
with that occurring in the presence of the same amounts of tetra-
.cycltine 'hydrochloride (Achromycin), us'ing: the same methods. 
Cultures were observed for 10 days, incubation being carried out 
at 37° C aerobically. Brucella melitensis grows well in air characte-
ristically not requiring C02. 
In all strains no growth was perceptible after 24 hours, and be-
came clearly apparent after 48 hours in the control tubes. No 
effect of any antibiotic can be noticeable before the lapse of 48 
hours. It was thought advisable to extend the period of observation 
to ten days. The results can be expressed in terms of the strenghts 
of the antibiotics and the period for which they inhibited growth. 
The findings with each strain are given and the average readings. 
Where absence of growth was limited to the first day this is not 
considered. There were occasional contaminations. but these hap-
pened in such a way that the average figures are all based on at 
least 19 readings. 
Results are as foIlws : 
(1) With demethylchlortetracyc1ine 
a concentration of 10 mcg/ml inhibited growth for 
5 
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(2) With tetracycline hydrochloride 
a concentration of 10 mcg/ml inhibited growth for 9.95 days. 
5 8.94 
2.5 7.5 
2.25 5.1 
0.625 3.6 
0.3125 1.5 
These results are also presented in graph form. It will be 
seen that demethylchlortetracycline will act when present in a con-
centration half that of tetracycline hydrochloryde, that it acts more 
strongly thrcughout and that its action lats rather longer. 
My thanks are due to the Chief Government Medical Officer, 
Malta, to Dr. J. Mifsud, and to the Lederle Laboratoires Division 
of American Cyanamid Company for generous assistance in various 
ways. 
ACTION OF THE ANTIBIOTICS ON EACH 
STRAIN CONSIDERED SEPARATELY 
(In these tables and in the graph, concentrtation 10 stands for a 
concentration of 0.0195 mcg/ml.. whilst concentration 1 stands for 
10 mcg/ml., with other concentrations doubling up in between.) 
T etracycli ne DMCT. 
hydrochloride. 
Str. 3981/58 was inhibited by conc. 1 for 10 days. 1 for 10 days. 
2 10 2 10 
3 7 3 8 
4 4 4 5 
5 3 5 4 
Str. 4004/58 was inhibited by conc. 1 10 1 10 
2 9 2 10 
3 7 3 10 
4 4 4 6 
5 3 5 4 
No inhib : 6 for 2 days. 
1 10 1 10 
2 9 2 10 
3 6 3 10 
4 5 4 8 
5 3 5 5 
0 4 
7 3 
8 2 
Str. 2213/59 was 
Tetracycline 
hydrochloride. 
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DMCT. 
inhibited by conc. 1 for 10 days. 1 for 10 days. 
2 9 2 10 
3 7 
4 5 
5 3 
No inhib. 
4 
5 
6 for 
7 for 
7 
6 
4 days. 
2 days. 
Str. 2429/59 was inhibited by conc. 1 for 9 days. 1 for 10 days. 
10 2 9 2 
3 9 3 
4 5 4 
5 4 5 
Str. 2536/59 was inhibited by conc. 1 9 2 
2 10 1 
3 for 7 days 3 for 
4 4 
10 
8 
6 
10 
10 
10 days. 
5 3 5 6 
No. inhib. 6 '3 
Str. 2557/59 was inhibited by conc. 1 for 10 days. 1 for 10 days. 
2 10 2 10 
3 7 3 10 
4 6 4 8 
5 2 5 3 
No inhib. 6 3 
5t!'; 2572/59 was inhibited by conc. 1 for 10 days. 1 for 10 days. 
2 10 2 10 . 
3 8 3 10 
4 5 4 8 
5 4 5 5 
Str. 2576/59 was inhibited by conc. 1 for 10 days. 1 for 10 days. 
2 9 2 10 
3 6 3 9 
45' 4' 6: 
5 3 5 5 
No inhib. 6 4 
7 for 3 days. 
Str. 2616/59 was inhibited by conc. 1 for 10 days. 1 for 10 days. 
2 10 2 10 
3 8 3 9 
A. ,5 4 7: 
5 '"4' 5 5 
6 3 6 4 
7 2 7 3 
8 2 8 2 
9 2 9 2 
10 2 10 2 
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Tetracycline 
hydrochloride. 
DMCT. 
This strain was a slow grower. The control tube showed only ± 
growth after 48 hours. 
Str. 2668/59 was inhibited by cone. 1 for 10 days. 1 for 10 days. 
2 9 2 10 
3 5 3 9 
4 3 4 5 
5 for 2 days. No inhib. 
Str. 3180/59 was inhibited by cone. 1 for 10 days. 1 for 10 days. 
2 10 2 10 
3 7 3 10 
4 6 4 9 
5 4 5 6 
6 2 6 4 
No inhib. 7 2 
Str. 3185/59 was inhibited by cone. 1 for 10 days. 1 for 10 days. 
2 9 2 10 
3 6 3 9 
4 4 4 6 
5 3 5 4 
6 2 6 2 
No inhib. 7 2 
Str. 3466/59 was inhibited by conc. 1 for 10 days. 1 for 10 days. 
2 9 2 10 
3 9 3 10 
4 7 4 9 
5 5 
6 3 6 5 
No inhib. 7 3 
Str. 3603/59 was inhibited by conc. 1 for 10 days. 1 for 10 days. 
-2 10 
3 7 3 10 
4 6 4 7 
-5 5 
6 2 6 4 
No inhib. 7 2 
Str. 3853/59 was inhibited by conc. 1 for 10 days. 1 for 10 days. 
2 9 2 10 
3 7 3 9 
-4 7 
5 4 5 4 
No inhib. 6 2 
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T etracyciine 
hydrochloride. 
DMCT. 
Str. 4284/59 was inhibited by cone. 1 for 10 days. 1 for 10 days. 
2 10 2 10 
3 10 3 10 
4 7 4 9 
5 6 5 7 
6 2 6 5 
No inhib. 7 3 
Str. 4621/51 was inhibited by cone. 1 for 10 days. 1 for 10 days. 
2 10 2 10 
3 10 3 10 
4 8 4 10 
5 6 5 8 
6 2 6 6 
No inhib. 7 3 
Str. 4715/59 was inhibited by cone. 1 for 10 days. 1 for 10 days. 
2 10 2 10 
3 9 3 10 
4 8 4 10 
5 3 5 9 
6 3 6 7 
No inhib. 7 
8 
9 
5 
3 
2 
Str. 123/56 was inhibited by cone. 1 for 10 days. 1 for 10 days. 
2 10 2 10 
3 8 3 10 
4 7 4 8 
5 4 5 6 
No inhib. 6 5 
7 3 
